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Drug Delivery System toward for Clinical Application of Cancer Therapy
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The application of a Span vesicle, mainly composed of non-ionic surfactant Span80, to drug
delivery system for a cancer therapy was investigated. Euchuma Serra agglutinin (ESA),
which was a new lecthin and was obtained by ethanol extraction from marine alga,
specifically combined with a sugar chain of high mannose type of cancer cells (especially
strong with colon cancer cell) and inhibited the growth of the colon cancer cell. Span vesicle
on which ESA was immobilized together with polyetyleneglycole (PEG) for the protection
from the macrophage attack was newly prepared (abbreviated as EPV). In the intravenous
injection of the experimental conditions that [ESA] = 0.25mg/vesicle(ml); injection volume
of vesicle suspension = 0.2ml; at 9" day after the first injection, the administration of EPV
to BALB/c nude mouse with tumor of human colon cancer decreased in the reference growth
of the mouse tumor down to about 48%. Moreover, the EPV was applied as a
microcapsule-carrier by encapsulating an anti-tumor drug TXT, having the targeting function
to the colon-cancer tumor (abbreviated as ETPV). The intravenous injection of ETPV under
the above conditions ([TXT] = 0.7mg/vesicle(ml)) also decreased in the growth of the mouse
tumor down to about 25% and also reduced the side effect from the TXT (the mouse weight
increased), compared with the case of free-TXT injection.

Thus, we demonstrated the application of EPV, not using anti-cancer drug and also proposed
the application of EPV as a drug microcapsule for the cancer therapy to reduce the drug
side-effect.
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FAERNTOREN, REERCICHENL LS TVE M |, 22T, £ L0 ETRESE
e L C & 7=, Rk o FLE TS M7 Span80 (Sorbitan monooleate) % Ei4y & 5 N LARE R 7 L BE4101]
% DDS OFMF v VT — L LTHHAT 22 E2E5B LT, 2O 7 L BEMESLREITEIZHB N T
T NEEEEAG LT I

ARIFFETIX, ZORRERY 7 MTEMRE R OEAG OS2 d 2 U H K, T2b bk~
D IV ANVHEIEE” A L RS OENEEE L <2 7 VST LT iR# o DDSE
FHRRETHEEAME Lz,

AR TIL, EO “I P A NVFFEEE" L LT, BHREHEO N~ ) — AR HHH L 2
F > ESA (Eucheuma serra agglutinin) (2% H L7z, Z® ESA 1L, JIIAESNC L - T, ¥l b7 %Y
> YA (Eucheuma serra) LV MIHENT-bDTHD, ZNETEEZLBT- TELELL D invitro ER
0. Z®ESA X, EFAIE (MCF10-2A(FLERHIAT), Fibroblast(Iff Oif# H13#K)) 1Z1IE & A EFEEHT,
% < OFEMIAFR E O B E e EAE AR L CRER A L. ZTOEMIO T R h— v A EFHR I,
FriZ b NRIGEMAE (Colo201) (Zxt L CHIWHIUEESIREZA L CNDHZ LR EMHA L O,

Z 2T, AHFFETIE, BB Span80 & FhkSyr & T H T 7L BICHIR D ESA ZEEML T, 2D
Ry NEe MRIBEBRICHAT 22BN E LT, ETX— KU RIZED, W OO
KB AT o712,

R NVEPEGHEE TCa—7T 47 Lic, WhWHAT VAR I )V (w7077 —VEBEOH
%%%ﬁﬁéNyywyﬂ:mA%Eimbtmmlim-mGlﬁm&vyw(Hw)%%@L
=B, F7-. Z® EPV OFEEMREE S HICED B0, BARMICHEAT 2EAZ %Y T —0L
(TXT) %27 VNIZafEEd7, %A.Emﬁ%/T%WW@HﬁEﬁkNyﬁw(Hﬁ”%
LT, ZNHOXRT 7 VE b NRIBEMIE (Colo201) Z&ME L7 X — K~ AL LT,
R T 2B FEBR ATV, N7 L OMRERHM A 1T o 72,

2. =EBRAE

2.1 HE-IVR
JEE AT 7 VDEMS & LT Spang0 2 WV, gkl & L Ta b ATr—L e KEFRL T %
R LZboE W, ¥ 7 EBEEILIEE T > 5 —I1Z 1,2-dioleoyl-sn-glycero 3-phosphoethanol-
amine-N-(succinyl) (SUPE) # M7z, ERkEGHNT 7 vE AT VAT H720121E, BARHELY
FEfik X 417- polyethylene glycol (PEG)AE'E N-(monomethoxy polyethylene glycolcarbamyl) distearoylphos-phati
dylethanolamine (DSPE-020HCN) % FH\ 7=, 4374l & L T Tween80 (Polyoxyethylene sorbitan ester) z
Wiz, XU NVOFEGEHREEO IO, EARPEEIHEN SR & % Y T —n, EomEM
Ja~DER O DI, WRBkoLv 7 F o e LT RFX Y YA NS L7 Eucheuma serra
agglutinin (ESA) ZHER U 7 B & LTHWEZ, MliZid, b FRBEMIE (Colo201) %, Mfaki#E
(X R MIE FBS & ERDF Hitia . U ZIZIE BALB/c A A AX— Rv U A ZZNENHW,

2.2 YORBERARS Y IILOFH

DDS ¥+ U 7 —& L THUZ ESA FEE(L 7 )L ORI, 2 7 L OPNERKFE & A5 AKFE 1S
ZTNENBNOEREZEATE D, ZEMEAALIEEZ AW, £72, BSAREDX LRI BEORY 7 LR
E~oBEEMCIE, BB T D RAALRC X R BRI D, IRAAIEER R L
oo XU NVORBOZEMCONWTIZLLTO LB Th D,

R VO SY Td D Span80-264mg, LT F 1 -24mg, I L AT H—/L-12mg &, LTI
XYl ml PSR LT-, ZOWEE., X7 MVCNESE 5 Y o eiEE A A K(PBS). £7-1%
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10.0 mg/ml % % 7 —/L PBS {fi% 0.6 ml iR L7223 6, ARE T F A ¥ —T 15,000 rpm C 3 syl L
T, WO =~vvva sl Lc (—kRFAR) . RIT, WO =~ /L g IEEIRT O~ o 28+
TTHEBEIE, WL =Ly a &Gz, 612, 50 UOIEET 1 —SUPE &6 S 72 ESA,
5B Td 5 Tween80-96 mg, PEG JIEE & 2N 4L L7 PBS-6 ml #1272 EC, RETFA F—
Z T 3,500rpm TR L TR 7 V&G (ZRAAL) . ~F VU2 RBRICRETHZHIC, &6
(2 3IFMHEEE L7ctk, —MB 4 CTHE LT,

AR E T2 7 VT RT 7245 (Span80) A &del= . #HiE.L4vEE (151,0000g, 240 min, 4C) %
1TV, DEEL7- FEoMBAZRE L, X7 VICEELS N > 72 ESA & ESA [EE_ 7L
I, VS L0 5B L7 (7 1V:Bio-Gel A-5m Gel, 7 7 LN 7Tmm R & 50em Db DO EM), 2
DRI VEHR % . 10%-SDS iR A M1 2 CHEEE L, Lowly {EIZ L W X 7 /Lo ESA [EE L2 HIE L
77

2.3 KBEHR Colo201 MDILEEL
b b KEEMEE Colo201 1E, 10% 4-he!EiMiE (FBS) &7 ERDF iz HW\ T, 37°C. 5 %CO,
BETDCOy A v FaX—F—TEEHR LT,

2.4 Invitro IZH 1T HHMBEFEDRIE

~ I AW EWEREZIT O, EOREDOX XY T — VEBLEIRONE | invitro FERTH
BT 5 EHMT, KFEMIE Colo201 (ZxHd 5 X ¥V T —NLOFMEKILDORE 21T-7-, 72, #¥V
T OHHIE, EEiRs v~ 7T 7 4 —ER0ED

FT 2.3 THRARIZHFIET, RIBEMIE Colo201 2158 L7=, T Colo201 IZHKIRED X F V7 —)L
RN LTz, S HI2 12 B0 24 FEffRE#R%, Mz E LT, NIRRT —Rtaz{ToTl, &
YITND YR T—TYAE SN FEMII S L . Yt SR Do T AR R A i BREH AR CTHIE L
oo T XV AEFR QUM /) SR R L,

2.5 X—FTHRZEA: Semi-vivo EER

B ERREIT O AN, KV AERITIEWERET L (Semi-vivo) TO, ESA BEELRT 7 v OhR%E
R L7z,

AR Colo201 (XA /Ly aZEihiA — 7 VERHE (10%FBS #s0) ZHW TR L7z, ~ 7 A1 6 @D
BALB/cA A AX— R~ U R2& MW (1HE6IL), FRITIRO 5 HETH D, 1HE : xHIREE, 28
ESA JEEEALNT 7 /() =< NP7V, 3HE D ESA EE(L_T 7 v 4B Z %Y T — VB,
S5#f : ESA EELY X VT —AINEARXV IV ThD, 72¥, BNINY 77— OB A Table 1
R LT,

Table 1 The samples administrated and the sample concentrations

it FEAE K ESA,TXT 2/ (pg/ml)
i o B AEBRE K

2 Bt ESA JEFEE/~T 7 v —

3 BE ESA [EEk~T 7 v ESA =/ 13.0

4 7 XX T—)b AT — LR 205
5B ESARELSF YT —AAEss s o A REDD s

81



ESA[E &L TXT N P EGIEE b PN Ao
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Fig.1 Schematic scheme of the administration of various
samples to a mouse with Colo201 tumor

2.6 HEX—FIIOAAOREFRNERC I ILOEE
:ﬂi@@%%f ESA [E &L PEG JRE XY 7 /v (EPV) BPUEENREZFFOZ Lo T 5
. EORIFTF TIE AR, o), BREEER LA S D 50EA 2 XY 7 —1 (TXT) W
&éﬁ\#@%ﬂ%%ﬁiéﬁtm/%W%Aﬁﬁm“MTW@-HGEEMNV7W@WW@@
FEATo T, N7 NEE O FERTIEOBIN % Figd 2R 7,

X — R~ ZERO7-OIC, KIBFEMIE Colo201 (1~5X10° f#/0.1ml) %X — R~ ADKE T
~BAE L, ~ U ZADOK FICEMEE A SEEEEZ RS T, ZOHEX— N~y 22, 7 2
mlZ 3 HZLICHEG Lic, Yoo ET~ U AEEICEN T 2 IBRENER S &~ 7 AR OFIRIC
HEST 28RN E G2 Wz, ~ 7 AT TRE6 IRA AL LTe,

Ny7w7;é%%%% . WITERD T/IC K VFHI L7z, N7 VEERMAENS, v~ 7 ADE

BEORPE L ERAIE LT, EEHARTE (B x )’ 2 0ftRA TR, Z OISR S
H@%ﬂiiﬁOD%DMM&/TT’FW#%%E@%%ﬂﬁlﬂiﬁél (1) KEVRERHLE,
FAxTHEAR = (N B OIEB AR 7 (F2ERBAAA B O BE5AF) (1)

- FEBREEDOFA X FE SR & L3 5 7212, control FEDFHRTHESHE O HIME C L, 5 FHEREED %Y
FEROHE T 2 iz (2) K& HW T, control BEDFIGHGESR A 100 & L THAL L7z T/C Ol
BRIz, ZO T/ICix, MO AREORME I LT, XU 7 VEHEGT 52 L1 X0 R
FEOEMBIE SN EEVWETRTHEDOTH D,

T/C= (N HZDOXREEOHHEIER T) (N H& D control F DA HIHR C) (2)
Z D TIC DA Z2FHMAAT 2 TRFEHINT B X, & 52BRICI51T 5 control #E D R AFE 2N fa # BIELAIIC
W2, HEEE TR OR%OH & LTz, ﬁ%?ﬁﬁﬁ@%ﬁ%%ﬁ?*ﬁi LCitl7z,

OEEEREBE . 2 7 VIS SR 5HEEREZM 5T 57202, HUEAITH D TXT 2 7 LN
\ZALHE S 7~ ESA [EEL « TXT WAL - PEG [EE{b~_> 7 v @Hw L=, ZofuEslonN

TN K DIERN RO E T 272D LT O =FOY 7 v 725 ETPV ([ESA]=0.25 mg/ml,
[TXT]=0.7 mg/ml), EPV (% %V F— L& HNa LTV ESA [#EiE{k PEG IEE X 27 /L : [ESA]=0.25
mg/ml), BLO IXT (7 VU — (NEASETWARW) OFUEAIZ %Y 7 —/L 0.7mgml) %, <7 A
0.2ml/[EJEFEN 5 L CEMY) EBR 21T > 7=, Control (21X PBS Z# 7=, &V 7O~ T A~D
BHIZ, 3R LT T,

Q#IRAEE (TXT EiRE) : ODOWGE L RO LT, BERE 512 L D6l RICON T H K
L72 ([TXT]=0.7 mg/ml),

QFIRARE (TXT (KIESE) : QDO FEBHER S HIM LT, RNy 7 V0% L HfglcHlET 572
WIZ, TXT BEZ, QOFEBROFIES TXT BE LV KT S TR ZIT- 72 ((TXT]=0.3mg/ml),
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([TXT]=0.5 mg/ml), TXT, BILOFEREED TXT N3 % ETPV %, control (21X PBS & Z1
Hu iz,

3. MERLER

3.1 Semi-vivo=EEx

AIFTNAER T D 7 WVIFIEA
R FUEEPEA] Span80 % Eky & D
RETEMERI S 7 v Th Y | (EkD U R se (AR B 6/6
Vo= TR REWE ZEMEICEN
TWD, ZDOXY T UAEEITOWTITE ESASFRE~TZILEE 5/6.0
FEORHLMNIL, A Y L EX
AFANRERS THHZ L &ALzl ESAERESSULES 0/6
2, ZFOFEANLZ Z TIFEKT 5,
~ 7 AEEIZHW D R 7 VI RGE O
£ 91 PEG IEH & ESA LFRFICEE  oais L ma 06
LTW5, ZAUImEFic~> 7 vz AL L
HLIEGRIC, ~7n 77y =YDy . .

Fig.2 The graft survival of the transplanted Colo201
NIKBEZFHT 572000 H DT, ATV cell to nude-mice and the photographs of the
ZHEBIHE T B 70 AT . I 2 OB tumor from the Colo201 cell
RIZFAT VAR EHRINTEBY, RV ANRZDOATIVAKIELZHTHZ LiX, EHELOROE
BRCHER SN TS, PV SIXPEGIREZEE( LI, AT NVARL I VERLTWND,

FERTE 2.3 T2k DIz, FH5HE (BHE6IL) TX— R~ U AITHILEE L7z Colo201 % Bz FiE
ST, Colo201 DAE ZFHRD semi-vivo FEERZAT > T, NEEHHIA(Colo201) A2, 21 H H DIEEAE
ERB L, AEEEOEE% Fig.2 (28 LTz, Fig2 IRT X 912, Bt 21 BETICEENED S
ATz DX, control #3 LT ESA FEEENART 7 AERBEDO A TH Y . ZHE I 6/6(100%). 5/6(83%)
DEFEFZR Uz, FBEEEIX, control 35 LT ESA FEEEL~T 7 MERBE, 22 443g B X
W2.78g ThH 7=, ESA EENRT 7 NVEE, X% Y7 — LVEMIERRE. BLOESA HElby %Y 7 —
BN 7 VO TIE, BiE% 12 1 TR LA, EFIERo bhinoi,

Z 2T, control FEFE721E BSA FEFEEART VL& ESA BEE(LRT 7 V& U284, ESA [
TEALAR Y 7 )V TIRIEB ORI B STV D, Z OBl R IT~ > 7 VIcEEL S 7z BSA
ZEDbDTHHLENZD,

E8E

T — L nEE 0f&

3.2 YORERIZEITAMEFREZXVY T ILOBHEDRE

PURAIZ % Y T — /W(TXT)Z W T, TXT #0012 FE & 24 BRI o KRG Colo201 (2%
% MR % in vitro THRET LTz, FEBRICHWEZ Y U 7S & 2 OfE 5% Table 2 128 LT,

TXT OFNIFELEE 500 pg/ml GEEEE 25 pg/ml) NOAERIETNA BN, £72. control & ik L
T, MBI L TR0 MOBIEAZIH LTS 2 & bbb,
Table 2 IZART L 91T, 24 FFffl# & 12 FEMORER A T 2 & SHIIECTIX 24 FE#E O 7 030
DL TS, ZAUTHUERANC XD R L MBS HR L TS Th D, 29 LT, EEOHPED
Re LTI 24 FEHB O TR m &l L7,

PLEX Y | TXT (3R 25 pg/ml (FRINEEEE T 500 ug/ml) LLECRIGEMIEICA B2 B2 58
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Table 2 The effect of the addition of TXT to Colo201 cells on the cell viability in vitro

TXT #& FE AR AL EXTIEELS GEF A
[ug/ml]* [10° cells] [10° cells] [%]
_________________________________________ TXT AR L 2 W OT—5
Control 1.0 35 97.1
6.25 1.5 2.6 94.2
12.50 3.3 1.8 81.4
25.00 17 2.9 39.5
37.50 27 2.8 1.8
50.00 23 2.4 2.1
_________________________________________ TXT AR 2 AR OT =%
Control 1.0 4.4 97.7
6.25 2.0 32 93.8
12.50 9.3 2.4 61.9
25.00 8.1 1.3 373
37.50 8.8 1.3 32.7
50.00 7.8 0.81 3.1

% Colo201 itz > v — LoD TXT B

T5EFE X5,

T, ERORT 7 NV OFRBE T, U7 VIR O TXT R 200~300 pg/vesicleml Td -
7= invitro & invivo TR U X 9 72bb#giZ C& 72w, ETPV & 5.2 L 2@ IRk I\ TR Ay Ze il 2h
BEB/DHEOICIE, RV AVOBEFNRBLELRDE NI ZENBBLETE 2D LWL, TZTK
FBRCIE, B DEEME (151,0000g, 4hour, 4°C) 12X DXy 7 VIRIEBTR DM Z1TV, HFEIER 2 %8
THI=OI T4y ETPV I 2 B S H7-,

3.3 MEFNEARTIILDOEEX— KT IRAADBEERNES

ESA ~v 7L (EPV) Z#E~ U ACHEG LI2Ga, € O MIaE i L 2 & ORREEIH T & 50
R L7 R % Fig3 (R, EBREMHFIL 2.6 TR EBY THDH, B, XU 7 IVREIIRY 7V
IR OWRFEFR R T 0.2 (UV HIE TR 350nm) & L7z, &5 3 B < ST —IRpaY I G5 2L L 3
MT B0, %

0) Ay .
Tﬁ {&T L< ESA vesicle
2 W E#%ITIE e modified
T/IC OEIEK EItUBEG ESA

48 % FRE (2 7
V. G HE R
FEAH S
77
IHIZFEL
<HET 57
O, NI
REAZEK L
T (v
BWE 0.1, %
F T E
DIRFTTE D
Ry 7 VPR

‘m

EPV

Fig.3 The anti-tumor effect of the intraperitoneal injection of ESA-immobilized

vesicle (EPV) by evaluating T/C values
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Fig4 The histogram of the

antitumor effect evaluated by Fig.5 The comparison of the antitumor

the T/C values at 15days after effect evaluated by the T/C values

the first administration of the at 9 passing days among the
various samples : [TXT] =0.7 samples intravenously injected

mg/ml

D&M TEBREI T T2,

Control (2% % 4 FEBREE DY NES OFEXI I R(T/IO) %, 15 HEDT —X DL A NI F 5L LT
Fig4 |27~ L7z, Figd IR K5I, HGOEIE~ 7 L # b 15 Hi% T, EPV #(89.2%), 2)TXT
ﬁﬁm%%DHW%#Wﬂ@@@L@%®Wﬁ%m4ﬂﬁ@éhi@EWVi7)%DH&%&LT
S OB % 10%3 < KR S E 72,

D DFRERN G TXT #NE S H 72 BSA BEE(L~T 7 Vid, BERGOEE T, (ko7 Y —o
TXT, 5 WX TXT 2N S TR 7L (BPV) ERAOLE & LT, X0 @ndilEeh R
BELENTE,

B I TIHEEMITENT 208, U4 T4 Y b—7 (R1) EBROMIE, ETPV BNE~ T 2D
MR AR T 5T — 2 BTV D,

3.4 BREOMEFNARLVILOFHIERS

AR 7 AT D HER TXT B EE % . 0. Tmg/ml (Z[EE LT, ETPV OEIREE 512 X 2 B8R &2 1T
S72,Fig5 IR X O BEHBIMG 9 HE DB A 7T A TIL,EPV(48.2%). ETPV(25.9%). TXT(19.6%)
DN FERHEALEE (T/C) 23 L7z, 3.3 ofgle G- ofsH (Figd) & HL T, #kE S Tl
FERNIRITRR S 1) | L7z,

FTo, PUREAIZ S £V EPV BEIZEB W TS S0%RE OFIE IR G Hivlz, ESA BRI 20 R
RON, EHZEZEERD PEG JFEY AY —LICbHlIEIRR DL L VWO HmELH D, ZD EPV Hf
DOHFPENFIT, ZNODOEADORBIZL Db LRI D, EPV TORELE(LREIT R T 257
ZO®%EIE Lz, ZORRIE, FUEAIZ 6 H L2 EPV BUMIZ X 2 IGO0 TRt 27 Lz,

—, BEHENE G OGBSz, THHEAZ XY 7 VICNE S E2 2 L 1L X 8RO AF
P (7 U —d TXT &7z ETPV OFFIE) | TR STz, 2 OJRKRITARTEHHE TRV A3,
RUT TREFEFIC AR L ETH D . FRICIRE S HBE L TRU 7 ANBEIND 2 ENR T E TOER
THOLNERHS>TND, ZOROMENTRY 706 TXT N TR REMR S 5, <2 7 LHREEMR
WA, EERNERETIEH E 0 BEE G2 0o 72, IR Sz TXT 28, SRS IR i
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75 — 110
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S
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25 % 100 Y N
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Fig.6 The comparison of the antitumor Fig.7 The comparison of the mice-weights variations
effect evaluated by the T/C values with passing days among the samples of PBS,
between ETPV and TXT which ETPV and TXT injectied intravenously

were intravaneously injected

EH#EGT 57202, ZOREOZENHOT < Roleld EHEEL TV D,

3.5 BEEEOMEFINARLI7ILDOFHIHRE

3.4 TIT o 7oAl TXT #E L 0 BNV TXT #E(0.5mg/ml, 0.3mg/ml) #ZZENNE LTz 7
NRGIZ X DB ERZAT > T2, BEGHIGE 9 BROHIEIEE DOt X N 7T LD R %z, TXT iR
25, 0.7mg/ml DA HED T, Fig6 (IR L7z,

TXT JEE2 0.5mg/ml DBFEITOWTIE, ETPV (T/C=40%) DFHFNT7 U —0 TXT (T/IC=27%) D
Bt L0 BHPEREDE TENL TV DD, FUERZ X 7 VICNE S5 Z LI K 26515 s 5
LHZEETE RN,

LU, TXT EED 03mg/ml OBFAIZONTIE, T OHIEEE T ETPV (T/C=62%) . TXT
(T/C=58%) & HITFBETH Tz, —F. vV ADKREDOZERIZE L TIL, Fig.7 IR THEIZ ETPV
TliX control & [Fl U X 9 2 IMEAM A A H A5 DTk LT, 7 U —TXT &5 O5A I TAREITEA L,
ZHUT TXT Z2_R 7 VICNET 5 Z L2k, TXT OFWER IR SNE Z L 2R/ L 0D, 29
LT, TXT REA 0.3mg/ml OEFEITIL, PrEAlZ <> 7 NG ST L Z LI X AFIMERRD &
nic,

INHOERI Y, B IEERIZEB VT, ESA [EE(L - TXT WA - PEG [E &b 7 /L (ETPV) % DDS
WZHEA L Ce N RAIRREEEA IS O 23 B 721

4. FLH

FH DO T N —T MRS LT MRS OB L 7 2 BSA %, FEA A MR ETEEA] Span80
TRy & REIEEAIR Y 7 VICEEL L, 2 DR 7 0% DDS ICFIH LT b KGR IRREER
IS E B LT AEEITV. LTFO X 9 efbina 15,

(1) HUEEHR 2] L7 ESA [EEL AT VAR 7 v (EPV) ZHIH U7 KIBFEIRIR O AT REME 23R

e S 7,
(2) PUEAM AN LT AT VAR 71 (ETPV) 1FMEENE G2 WT TXT L0 b @ flEeR
s L,
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(3) 0.3mg/ml D TXT IRE A AT 5 ETPV OFRIRE 5-EBR TliX, FIRED 7V —TXT 5055 L [F
BRI R A FF BN B, ~ 7 AOEREBD ZM0f LT, BITEHZEIR S5 2 L3 50
VSO

(4)ETPV % DDS (2l LT, & N KIBIEHREE RIS OE BT 7=,

St FERMBIZT TR FEMRARRREZIT O BERH D,

5. B

AT =) TEFEEREFETCEBLE-bDOTH D, £o, —EBIXRAFE LB
(B)(16360415)D 1B 22 Ty AWFTEAHERHET DI > TIRDEZ W20 () 2 OO pE R
M OR ALK, BIE K, BXOEERKZORMIRERE Y v ¥ —F - EKBEEERICTES O
Hae#d,

Fo. AWFEIL. BRERT (L5, B, BEi) .. v~F (). ENwRBEUEN A 2 —,
EDKFEMEIZ L VTSI b D Th D, RFFEOBATICH LRI /1 %2 W27z, BRRFOER
BB T (B2EE0) . BLBY T (RAEFTE R % —) IC, B ER 1T E2 Wiz i2 vz,
REZME ANFdZ (B IWER) . oaEZBhEde (EHRIGHE) . RIRMEBZE - H SR (R
B 2 —) IR ORERT,

EHIT, PARIEE E LT, Y~F (B OBIRAEE - Bk, IFEHERERE « IIALR
B, ESZRBEUE R At o 2 — O @R ROtBE R Pen B ERIRIF R R 2 K72 D85,
N#ETAWTz, £z, LFEFFEEZIT > TV D LFH, BEROFAFRIC L OFEREZH > THW,
ZZICEHROEERT,
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